An efficient grinding protocol for the synthesis of dihydropyrano [2,3-c]pyrazole derivatives from acetylene ester, hydrazine hydrate, aryl aldehydes and malononitrile under solvent free conditions has been achieved with excellent yields. The structures of the synthesized compounds were deduced by spectroscopic techniques and the compounds were further evaluated for their in vitro antioxidant and antimicrobial activities.
Introduction
Pollution is a major universal problem of today, so one of the interesting challenges for synthetic organic chemists is designing organic reactions by following simple and eco-friendly protocol [1, 2] . This has been established that solvent free one-pot reactions are effective toward organic transformation avoiding harmful organic solvents [3] . Kumar et al. have reported a catalytic and solvent free multi-component reaction involving the grinding the components [4] . Multi-component reactions (MCRs) are ecofriendly process as they obey green chemistry principles [5] . MCR has emerged as an efficient green tool for the synthesis of simple and complex building blocks, thus allowing the generation of several bonds in a single operation with offer significant advantages such as convergence, facile automation, no time consuming workup, easy purification processes, atom economy, low cost, shorter reaction time and minimum wastage [6, 7] , replacement of volatile organic solvents by non-flammable, non-volatile, non-toxic and economical ''green solvents'' [8] .
A number of methods have been reported for the synthesis of dihydropyrano [2,3-c] pyranopyrazoles employing different catalysts such as ionic liquids [9, 10] , organic bases [11] [12] [13] [14] , amberlyst [15] , glycine [16] , per-6-amino-b-cyclodextrin [17] , and iodine [18] . Zonouz et al. have reported a one pot four component reaction under non-catalytic green synthesis of pyranopyrazole in water [19] . Many recent reports have confirmed that pyranopyrazole derivatives are important class of heterocyclic compounds with natural and synthetic molecules [20] . They exhibited numerous biological activities such as antimicrobial [21, 22] , antibacterial [23] , anticancer [24] , analgesic and anti-inflammatory [25, 26] properties. Pyrazole ring fused heterocycles have also been identified as anti HIV agents [27] . Presence of pyran skeleton is central core in a number of natural products [28] . In the area of catalytic transformations, organocatalysts are metal free simple organic molecules that are able to function as potent and selective catalyst for large transformations. L-Proline is simple amino acid and its derivatives were effectively useful in much organic transformation, such as asymmetric aldol reaction [29] , Mannich reaction [30] and Michael reaction [31] . Hence we have chosen L-proline catalyst for this reaction condition.
As part of our attempt to develop biologically important pyranopyrazole by a new synthetic method, a detailed literature survey revealed that only few numbers of grinding methods published for synthesis of pyranopyrazole [17] . A large number of catalysts stimulated this transformation at various reaction conditions [5, 15, [32] [33] [34] [35] [36] [37] (Table 1 , entry 1-8). The above mentioned results indicate that L-proline proved to be an efficient catalyst for this conversion. We report a green protocol for synthesize of dihydropyrano [2,3-c] pyrazole derivatives from acetylene ester, hydrazine hydrate, aryl aldehydes and malononitrile in the presence of L-proline under solvent free conditions. Our methodology has advantages such as atom economy, short reaction time, no time consuming workup, no hazardous solvent and no column chromatography purification. The reaction gave quantitative yields and products formed smoothly under green reaction conditions. Here we could evaluate the anti-oxidant and anti-microbial activities of synthesized compounds (5a-m) at different concentrations.
Experimental

General consideration
All the chemicals were purchased from Aldrich and Alfa-aesar used without any further purification. General procedure for the synthesis of pyranopyrazole derivatives 5a-m A mixture of aryl aldehyde (1 mmol), malononitrile (1 mmol) and 10%mol L-proline was added in mortar and ground continuously, after 2 min hydrazine hydrate (1 mmol) and diethyl acetylenedicarboxylate (1.2 mmol) were added. The mixture was ground until completion of the reaction was monitored by TLC (10 min). The syrupy formed was washed with water and filtered through the filtration flask to afford the pure product without further purification. 
Results and discussion
To optimize the reaction conditions, 4-fluorobenzaldehyde, diethylacetylene dicarboxylate, hydrazine hydrate, and malononitrile with L-proline were selected as the model substrates. In the beginning, synthesis of pyranopyrazole was carried out without catalyst and solvent ( Table 2, entries 1-3) . The results were not encouraging due to longer reaction time, lower yield and tedious purification process. This result suggests that catalyst plays an important role in this reaction. Subsequently, the same reaction has been done with different catalysts (L-proline, p-toluene sulfonic acid, SnCl 2 ) under different reaction conditions. The reaction was also performed with different quantities of L-proline (Table 2 , entries 4-8).The best result was obtained with 10 mol% L-proline in 10 min (Table 2, entry 6). On increasing the amount of catalyst, there was no improvement of yield (Table 2, entry 7). While 15 mol% L-proline, 10 mol% L-proline, PTSA, SnCl 2 afforded a yield 90%, 88%, 84%, 58% respectively (Table 2, entries 7-10). L-proline proved to be the most efficient (Table 2, entry 6).
With optimized reaction conditions in hand, we started synthesizing dihydropyrano [2,3-c] pyrazole derivatives by grinding method as shown in Table 3 . The scope of such sequence was next examined with various substituted aldehydes which afforded the corresponding dihydropyrano [2,3-c] pyrazole derivatives with different yields as listed in Table 3. As evident  from Table 3 , all the reactions proceeded comfortably and desired products were obtained in high to excellent yields. The reaction was also sensitive to the steric environment of the aromatic aldehyde, and decreases yields of the product (Table 3, entries 3 and 10) . The structures of all synthesized products were confirmed by using spectroscopic techniques including NMR, LCMS and FT-IR. The structure of 5h was One pot green synthesis of dihydropyrano [2,3- c]pyrazoleconfirmed by X-ray crystallography [38] Fig. 1 . We have used various electron withdrawing or electron donating substituents in the ortho, meta and para positions on the ring of various aromatic aldehydes. Moreover maximum yields of the products were observed for aryl aldehydes with the electron withdrawing group on such as 4-chlorobenzaldehyde, 4-fluorobenzaldehyde, and 4-nitrobenzaldehyde, (Table 3 , entries 4, 5, 13). Heteroaromatic aldehydes such as thiophene-2-carbaldehyde and furan-2-carbaldehyde participated in this reaction, affording respective products in moderate yields (Table 3 , entries 6-7).
On the basis of the above result, a plausible mechanism for the formation of product 5 was described in Scheme 1 [37] . Initially, diethylacetylene dicarboxylate 1 and hydrazine hydrate 2 to afford intermediate I and removes EtOH as a side product. In the next step, Knoevenagel condensation between aryl aldehyde 3 with malononitrile 4 to formation of intermediate II.
A subsequent Michael addition of intermediates I and II in the presence of L-proline follows by intramolecular cyclization and tautomerization leads to the formation of product 5 in Scheme 1. All the synthesized compounds were screened for their antimicrobial and antioxidant activity.
Biological evaluation
Antimicrobial activity
The bacterial strains used for the evaluations were Staphylococcus albus (ATCC 25923), Streptococcus pyogenes (ATCC 12384), Klebsiella pneumonia (ATCC 27736), Pseudomonas aeruginosa (ATCC 27853), Candida albicans (ATCC 66027). Amikacin and Ketoconazole are used as standard for antibacterial and antifungal substances respectively. Dimethyl sulfoxide (DMSO) was used as negative control.
All the synthesized compounds were screened for their invitro antimicrobial activity against two gram positive bacteria (S. albus, S. pyogenes), two gram negative bacteria (K. pneumonia, P. aeruginosa) and antifungal assay against C. albicans with amikacin and ketoconazole as a standard. This study was carried out by agar well diffusion method to determine the zone of inhibition (mm) against four strains of microorganisms [39, 40] . The antimicrobial screening results were Scheme 1 Probable mechanistic pathway of dihydropyrano [2,3-c] pyrazole derivatives. measured by the diameter of the inhibition zones, expressed in millimeters (mm) as shown in Table 4 . Our investigation of antimicrobial data revealed that the compounds 5a, 5g, 5h, 5i, 5j, 5k and 5l showed activity against S. albus, S. pyogenes, K. pneumonia, P. aeruginosa and C. albicans fungal strains. All the synthesized compounds (5a-m) showed activity against C. albicans.
Antioxidant activity
In the present work, all the synthesized compounds were screened for their antioxidant activity against 2,2-diphenyl-1-picrylhydrazyl (DPPH) radical scavenger [41] using ascorbic acid as reference. All the compounds showed radical scavenging activity in the test concentration ranges (25-100 ll). Results revealed that the compounds 5i and 5k showed better scavenging capacity, and other compounds 5a-h, 5j, 5l, and 5m showed moderate scavenging ability. The radical scavenging abilities have been shown in Table 5 . These results revealed that the presence of hydroxyl groups in para positions of 5i and 5k extends the p-conjugation stabilizing the produced free radical [42] .
Conclusions
We have developed a simple, efficient, one pot and ecofriendly protocol for the synthesis of dihydropyrano [2,3-c] pyrazole derivatives (5a-m) under solvent free conditions. The highlight of this protocol was easy work up by simple filtration and recrystallization, short reaction times, no hazardous solvent and no column purification. The compounds 5i and 5k showed better scavenging activity against DPPH assay. 
